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1. 



S This is a FIRST submission of items concerniag a filing under 35 USC 371. 
□ This is a SECOND or SUBSEQUENT submission of items concerning a filing 

rat 



to 55 USC37L 



This express request to begin national examination procedures (35 USC 37l0fsit any time rather than delay examination 
until the expiration of the applicable time limit set in 3§MSC-37lffi)-^ TCT Articles 22 and 39(1). 

A proper Demand for International Preliminary Examination was made by the 19th month from the earliest claimed 
priority date. 

A copy of the International Application as filed 35 USC 371(c)(2), 

^ is transmitted herewith (required only if not transmitted by the International Bureau). 

12 has been transmitted by the International Bureau. 

n is not required, as the application was filed in the United States Receiving Office (RO/US). 



□ A translation of the International Application into English (35 USC 371(c)(2)), 



» Amendment to tiie claims of the International Apphcation under POT Article 19 (35 USC 371(c)(3)) 

a. □ are transmitted herewith (required only if not transmitted by the International Bureau). 

b. « have been transmitted by the International Bureau, 

c. n have not been made; however, the time limit for making such amendments has NOT expired. 

d. □ have not been made and will not be made. 

8. □ A translation of the amendments to the claims under PCT Article 19 (35 USC 371(c)(3)). 

9. □ An oath or declaration of the inventor(s) (35 USC 371(c)(4)), ( □ Executed □ Unexecuted) 

10. A translation of the annexes to the International Preliminary Examination Report under PCT Article 36 
(35 USC 371(c)(5)). 



Items 11 to 16 below concern other document(s) or information included: 

11. ^ An Information Disclosure Statement under 37 CFR L97 and L98. 

12, o An assignment document for recording. A separate cover sheet in compliance with 57 CFi? 5.25 and 5. is included. 



13. A FIRST preliminary amendment. 

□ A SECOND or SUBSEQUENT prehminary amendment. 

14. □ A substitute specification. 

15. OA change of power of attorney and/or address letter. 

16. □ Other items or information: 
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Application Number (if Known) 



International Application Number 
PCT/SE97/01091 



Attorney's Docket Number 
REr/Guss/P33405 



Calculations 



PTO USE ONLY 



17. The following fees are submitted: 
Basic National Fee (37 CFR L492(a)(iy(5))i 

n Search report has been prepared by the EPO or JPO $840.00 

□ International Preliminary Examination Fee paid to USPTO (37 CFR 1.482) .... $670.00 

□ No International Preliminary Examination Fee paid to USPTO (37 CFR 1.482) 

bxvt International Search Fee paid to USPTO (37 CFR 1.445(a)(2)) $760,00 

!S Neither International Preliminary Examination Fee (37 CFR 1.482) nor 

International Search Fee (57 CFKi,4^5(a;^2;j paid to USPTO $970.00 

□ International Preliminary Examination Fee paid to USPTO (37 CFR 1.482) 

and all claims satisfied provisions of PCT Article 33(l)-(4) $96.00 



ENTER APPROPRIATE BASIC FEE AMOUNT 



970,00 



Surcharge of $130,00 for furnishing the oath or declaration later than n 20 n 30 
months from the earEest claimed priority date (37 CFR L 492(e)), 



Claims 



Number Filed 



Number 



Rate 



Total Claims 



29 



-20 = 



X $18,00 



162.00 



Independent Claims 



-3 = 



X $78.00 



390.00 



Midtiple Dependent Claims (if applicable) 



+ $260.00 



TOTAL OF ABOVE CALCULATIONS 



1,522.00 



■^duction by V2 for filing by small entity, if applicable. Verified Small Entity 
fmtements must also be filed (Note 37 CFR L9, 1,27, 1.28) 



SUBTOTAL 



1,522,00 



feocessing fee of $130,00 for furnishing the English translation later than Q 20 □ 30 
Ifibnths from the earliest claimed priority date (37 CFR 1. 492(f)). 



TOTAL NATIONAL FEE 



1,522.00 



&e for recording the enclosed assignment (37 CFR 1.21(h)). The assignment must be 
ffcompanied by an appropriate cover sheet (37 CFR 5.28, 3.31). $40*00 per property. 



TOTAL FEES ENCLOSED 



$ 1,522,00 



Amormt to be: 



Refunded: 



a, ^ A check in the amount of $ L522.00 



to cover the fees is enclosed. 



to cover the above fees. 



b. □ Please charge my Deposit Account Number 02-0200 in the amount of ^ 

A duplicate copy of this sheet is enclosed. 

c. n The Commissioner is hereby authorized to charge any additional fees which may be required, or credit any 

overpayment to Deposit Account Number 02-0200, A duplicate copy of this sheet is enclosed. 

Note: Where an appropriate time limit under 37 CFR L494 or L495 has not been met, a petition to revive (37 CFR LI 37(a) or 

(b)) must be filed and granted to restore the application to pending status. 



BACON & THOMAS, FLLC 

625 SLATERS LANE - FOURTH FLOOR 
ALEXANDRIA, VIRGINIA 223124-1176 

(703) 683-0500 

DATE: December 18, 1998 



Respectfully submitted, 




RECHARD E. FIGHTER 
Attorney fo r Applicant 
Registration Number: 26,382 
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PATENT 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



Attention: PCT OFFICE 



in re application of: 
BengtGUSS et af. 

U.S. National Phase of PCT/SE97/01091 

Entry papers filed on December 1 8, 1998 

For: New Fibrinogen Binding Protein Originating From Coagulase- 
Negative Staphylococcus 

PRELIMINARY AMENDMFMT 
AND INFORMATION DISCLOSURE STATEMENT 

Assistant Commissioner of Patents 
Washington, D.C. 20231 

Sir: 

Please amend the above-identified application as follows: 



IN THE CLAIMS : 

Please note that the amended pages 23. 24 and 25. ^iMD. 00 ui lU □ T attached 
to the International Preliminary Examination Report (Annexes) and submitted herewith, 
have replaced the originally filed pages 23 - 25 of the application. The claims to be 
examined and amended by this preliminary amendment are found on amended pages 
22-25. 

Please amend the claims as follows: 

Claim 29, lines 2-3, delete "according to claim 8". 

Please add the attached ABSTRACT OF THE DISCLOSURE to the application. 

REMARKS 

Applicants have amended the claims in order to reduce the filing fee by deleting 
the multiple dependencies. Applicants have amended the application to substitute the 



U.S. National Phase of PCT/SE97/01091 

originally filed pages 23 - 25 with the amended pages 23 - 25 attached to the 
International Preliminary Examiner Report (Annexes) and included in the application 
as filed herewith. Also, an Abstract of the Disclosure has been added to the 
application. Applicants retain the right to reintroduce any subject matter canceled by 
the present Amendment at any time during the prosecution of this application or any 
continuation or divisional thereof in the United States. 

Applicants are submitting herewith a copy of the Search Report which issued on 
International Application No. PCT/SE97/01 091 , of which the present application is the 
U.S. national phase. All of the publications cited in the International Search Report are 
listed on the attached Form PTO-1449. It is Applicants' understanding that, under the 
procedures of the PCT, copies of the cited publications will have been supplied to the 
U.S. Patent Office by the International Bureau. However, the Examiner is invited to 
contact the undersigned attorney if additional copies are necessary or would facilitate 
examination of the present application. 

Otherwise, the Examiner is respectfully requested to return an initialed and 
dated copy of the attached Form PTO-1449 to confirm that all publications listed 
thereon have been considered and made officially of record in the file of this 
application. 

Applicants understand that, under the procedures of the PCT, a copy of the 
priority document (SE 9602496-3, filed 20 June 1996) will have been supplied to the 
U.S. Patent Office pursuant to Rule 17 of the PCT Regulations. It is therefore 
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espectfully requested that the first Official Action in the present application contain an 
indication that the appropriate priority document is in the file of this application. 



625 Slaters Lane - 4th Floor 
Alexandria, Virginia 22314 
Phone: (703) 683-0500 
Facsimile: (703) 683-1080 
REF:lmh 



DATE: December 18, 1998 



Respectfully submitted, 
BACON & THOMAS, PLLC 




RICHARD E. FICHTER 
Registration No. 26,382 
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xtffiW-JEIBRINOGEN^^aiNElNG PROTEIN ORIGINATrNGJBO^d_COAGULASE-NEGATIVE 
^TAPHyLOCpCCyS ^ "~ ~~ ^ 

The invention relates to the field of gene technology and is concerned with recombinant 
DNA molecules, which contain a nucleotide sequence coding for a protein or polypeptide having 
fibrinogen-fainding activity. Moreover the invention comprises micro-organisms (including viruses) 
containing the aforesaid molecules, and the use thereof in the production of the aforesaid protein or 
polypeptide and their use in biotechnology. Further, the present invention comprises diagnostic and 
therapeutic uses of said new protein, e.g. compositions for active and/or passive immunisation. 



During the last decade, the coagulase-negative staphylococci (CNS) have attracted an 
inCTeasing attention. Along with the devdopment of human and veterinary medidne, the numfaa- of 
susceptible hosts have increased. Advanced surgery, an increased use of bio-materials, medication 
with cytostatics, antibiotics and other drugs together with an increased frequency of antibiotica 
resistant strains of CNS have increased the susceptibility of the host. Concerning the veterinary 
importance of the CNS it is known that they can cause e.g. both sub-cIinical and clinical 
inflammation in the bovine udder. The existence of bacteria that bind specifically to fibrinogen has 
been known for many years. The role of fibrinogen binding in the interaction process between the 
host and Staphylococcus aureus is still not clear but the fibrinogen-binding has been considered as 
one potential virulence factor of this species for instance in endocarditis (Moreillon et al 1995). No 
protein with fibrinogen binding properties has hitherto been described originating from CNS. 
However, the present invention describes the characterization and isolation of such protein usii^ 
gene cloning. Furthermore, the invention describes dijBferent methods to measure the fibrinogen 
binding activity on cells of CNS and the use of fliis protein in biotechnology. 

Generally, it might be difiScuit to obtain a homogeneous and a reproduc^le product if such 
a binding protein was prepared from staphylococcal cells directiy. Moreover staphylococci are 
pathogenic and need complex culture media, which involves complications in large-scale cultures. 
There is thus a need for a new method for producing a fibrinogen binding protein (or fragments 
thereof). 



The present invention discloses a new fibrinogen binding protein called FIG, a DNA 
molecule encoding said protein and applications for their use, according to the attached 
claims. Importantly, the present invention fills the long felt need of providing methods and 
means for diagnosing, type-determination, treatment and prevention of infections, caused by 
coagulase negative bacteria. 



Background of the invention 



Summaiy of the invention 



SUBSTITUTE SHEET (RULE 26) 
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Short description of the figures 

The invention will be described in closer detail in the foflowing, with support of the 
enclosed examples and figures, in which 

Fig* 1 shows the adherence values as a function of fibrinogen coating concentration for the 
S. epidermtcbs strains 2, 19 and JW27 (Example 1 A), 

Fig. 2 shows percent inhibition for antibodies against fibrinogen, compared to antibodies 
against fibronectin (Example IB), 

Fig. 3 shows percent inhibition as a fiinction of conqjeting fibrinogen concentration 
(Example IC), 

Fig. 4 shows the protease sensitivity of adherence to fibrinogen (Example ID), 
Fig. 5 shows the inhibition of adherence by LiCI extract (Example IE), 
Fig. 6 shows the complete nucleotide sequence of the^g' gene fi^om S. epidermidis strain 
HB and the deduced amino add sequence of the encoded protein. A putative ribosomal bindii^ site 
(RBS) is underfined and a possible transcription termination hairpin loop is double underlined, A 
putative signal sequence (S) is indicated with an arrow and the translational stop codon with an 
asterbc The start of the non-repetitive N-terminal r^on called A, harijouring the fibrinogen 
binding activity is indicated by an arrow, R indicates the highly repetitive regioa The motif LPXTG 
involved in cell wall anchorii^ is indicated in bold characters and the membrane-spanning re^on is 
marked M (Example 3), 

Fig. 7 shows a schematic drawing comparing the fibrinogen binding protein FIG of 51 
epidermidis and the clumping factor (ClfA) of S, aureus. The similarity, (%), of corresponding 
regions in the proteins is indicated in the figure between the two protein bars, S is the signal 
sequence; A, the non-repetitive region harbouring the fibrinogen binding activity; R, the (Bamino 
add readue repeat region; W the region proposed to be involved in cell wall anchorii^ and M, the 
transmembrane domain. The numbers indicated refer to the amino add positions in respective 
proteins as shown in Figure. 6 and in reference (McDevitt et al., 1 994) (Example 3), 

Fig. 8 shows how GST-FIG fiision protein is captured to fibrinogen in a dose dependent 
way (Example 10), 

Fig. 9 shows the decrease of bacterial binding as a fimction of GST-FIG fiision protdn, 
GST or FIG (Example 1 1), 

Fig. 10 shows the relative adherence as fimction of semm dilution for two pre immune sera 
and a serum against GST-FIG and FIG, respectively (Example 12), and 

Fig. 11 shows the relative bacterial adherence as a fimction of semm dilution for, on one 
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hand, pre immune serum and, on the other hand, serum against GST-FIG (Example 12). 

Description of the invention 
The present invention relates to a recombinant DNA molecule comprising a nucleotide 
sequence, which codes for a protein or polypeptide having fibrinogen-binding activity. The natural 
5 source of this nucleotide sequence is of course the S. epidermidis strain HB but with the 
knowledge of the nucleotide and deduced amino acid sequence presented here, the gene or parts of 
the gene can be isolated or made synthetically. In particular the knovsdedge of the deduced amino 
arid sequence for the part of the protein responsible for the fibrinogen binding activity can be used 
to produce synthetic polypeptides, vrfiich retain or inhibit the fibrinogen binding. These 
10 polypeptides can be labelled witii various compounds such as en^es, fluorescence, biotin (or 
derivatives oQ, radioactivity, etc and used e.g. in diagnostic tests such as ELISA- or RIA- 
o techniques. 

|i FoJ* production of a recombinant DNA molecule according to the invention a suitable 

cloning vehicle or vector, for example a phagemid, plasmid or phage DNA, may be cleaved with 
ft 5 the aid of a restriction enzyme whereupon the DNA sequence coding for the desired protein or 
III polypeptide is inserted into the cleavage site to form the recombinant DNA molecule. This general 
procedure is well known to a skilled person, and various techniques for cleaving and ligating DNA 
£ sequences have been described in the literature (see for instance US 4,237,224; Ausubel et al 1991; 
1=^ Sambrook et al 1989). Nevertheless, to the present inventors' knowledge, these techniques have 
S 0 not been used for the present purpose. If the S. epidermidis strain HB is used as the source of the 
desired nucleotide sequence it is possible to isolate said sequence and to introduce it into a suitable 
vector in manner such as described in the e?q)erimental part below or, since the nucleotide sequence 
is presented here, use ^ polymerase chain reaction (PCR>technique to obtain the complete or 
fiagments of the fig gene. 

2 5 Hosts that may be used are, micro-organisms (\^ch can be made to produce the protein or 

active fixigments thereof), which may comprise bacterial hosts such as strains of e.g. Escherichia 
coliy Bacillus subtilis. Staphylococcus sp., Lactobacillus sp. and furthermore yeasts and other 
Qikaryotic cells in culture. To obtain maximum expression, regulatory elements such as promoters 
and ribosome binding sequences may be varied in a manner known per se. The protein or active 

30 peptide thereof can be produced intra- or extra-cellularly. To obtain good secretion in various 
bacterial systenrjs different signal peptides could be used. To fedlitate purification and/or detection 
the protein or fi*agment thereof could be fiised to an aflSnity handle and /or enzyme. This can be 
done on both genetic and protein level. To modify the features of the protein or polypeptide thereof 
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the gene or parts of the gene can be modified using e.g. in vitro mutagenesis; or by fusion of other 
nucleotide sequences that encode polypeptides resulting in a fusion protdn with new features. 

The invention thus comprises recombinant DNA moiecuies containing a nucleotide 
sequence, which codes for a protein or polypeptide having fibrinogen-binding properties. 
5 Furthennore the invention comprises vectors such as e.g. plasmids and phages containing such a 
nucleotide sequence, and organisms, espedally bacteria as e,g. strains of £ coli, B. subtilis and 
Siaphylococcus sp., into which such a vector has been introduced. Alternatively, such a nucleotide 
sequence may be integrated mto the natural graiome of the micro-organism. 

The application furthermore relates to methods for production of a protdn or polypeptide 
1 0 having the fibrinogen binding activity of protein FIG or active fiagments thereof According to this 
method, a micro-organism as set forth above is cultured in a suitable medium, whereupon the 
resultant product is isolated by some separating method, for example ion exchange chromatography 
or by means of aflSnity chromatography with the aid of fibrinogen bound to an insoluble carrier. 

Vectors, especially plasmids, which contain the protein FIG encoding nucleotide sequence 
15 or parts thereof may advantageously be provided with a readily cleavable restriction site by means 
of which a nucleotide sequence, that codes for another product, can be fiased to the protein FIG 
encoding nucleotide sequence, in order to express a so called fiision protein. The fiision protein 
may be isolated by a procedure utilising its capacity of bindmg to fibrinogen, whereupon the other 
component of the system may if desired be liberated firom the fiision protein. This technique has 

2 0 been described at length in WO 84/03 103 in respect of the protein A system and is applicable also 

in the present context in an analogous manner. The fusion strategy may also be used to modify, 
increase or change the fibrinogen binding activity of protein FIG (or part thereof) by fusion of other 
fibrinogen binding molecules. 

The present invention also applies to the field of biotechnology that concerns the use of 
25 bacterial cell surfece components as immunogens for vaccination against CNS infections. 
Inununisation using whole bacteria will always trigger a highly polyclonal iramuru-esponse with 
a low level of antibodies against a given antigenic determinant. It is therefor preferable to use 
the protein, polypeptide or DNA according to the present invention for immunisation 
therapies. Notably, immunisation therapies can be conducted as so called passive and active 

3 0 immunisation. Passive immunisation using the inventive protein or DNA involves the raising of 

antibodies against the said protein or protein encoded by the administered DNA in a suitable 
host animal, preferably a mammal, e.g. a healthy blood donor or a cow, collecting and 
administering said antibodies to a patient. One preferred embodiment is passive immunisation 



wo 91l4lSn21 



5 



PCT/SE97/01091 



of a patient prior to surgery, e.g. operations involving foreign implants in the body. Active 
immunisation using the inventive protein or DNA involves the administration of the said 
protein or DNA to a patient, preferably in combination with a pharmaceutically suitable 
immunostimulating agent. Examples of such agents include, but are not limited to the 
5 following: cholera toxin and/or derivatives thereof, heat labile toxins, such as E. coli toxin and 
similar agents. The composition according to the present invention can fiirther include 
conventional and pharmaceutically acceptable adjuvants, weD known to a person skilled in the 
art of immunisation therapy. Preferably, in an immunisation therapy using the mventive DNA 
or fractions thereof, said DNA is preferably administered intramuscularly, whereby said DNA 
10 is incorporated in suitable plasmide carriers. An additional gene or genes encoding a suitable 

immunostimulating agent can preferably be incorporated in the same plasmide. 
P Said immunisation therapies are not restricted to the above-described routes of 

?^ administration, but can naturally be adapted to any one of the fbUowing routes of 
42 administration: oral, nasal, subcutaneous and intramuscular. Especially the oral and nasal 
^5 methods of administration are potentially very promising, in particular for large-scale 
ri immunisations. 

Examples 

ii Starting materials 

"r^ Bacterial strains, phages and cloning vectors 

M 0 Stcphyiococcus epidermidis strain HB was obtained from Dr Asa Ljungh, Lund, Sweden, 

E. coli strain TGI and strain MC1061 were used as bacterial host for construction of the 
library and production of the phage stocks. The K coli phage R408 (Promega, Madison, WI, 
USA) was used as helper phage. 

The phagemid vector pG8H6 used is described Jacobsson and Frykberg (1996). 
25 All strains and pla^nid- or phagemid- constructs used in the examples are available at the 

Department of Microbiology at the Swedish University of Agricultural Sciences, Uppsala, Sweden. 
Buffers and media 

K coli was grown on LB (Luria Bertani broth) agar plates or in LB broth (Sambrook et al 
1989) at 3TC. In appropriate cases the LB medium was supplemented with glucose to a final cone. 
3 0 of 2%. AmpidEBin was in appropriate cases added to the E. coli growth media to a final cone, of 50 
^ig/ml. Staphylococci were grown at 37°C on blood agar-plates (containing 5% final cone, bovine 
blood) or in Tryptone Soya Broth (TSB obtained fixjm Oxoid, Ltd Basingstoke, Hants., England) 
PBS: 0,05M sodium phosphate pH 7. 1, 0.9 % NaCL PBS-T: PBS supplemented with TWEEN 20 
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to a final cone, of 0.05 %. 

Preparatio n of DNA fi'om staphylococci and streptococci 

Strains of *S: epidermidis or aureus were grown overnight in TSB. Next morning the 
cells were harvested and the chromosomal DNA prepared according to Lofdahi et al (1983), 
5 Chromosomal DNA from streptococci has earlier been described in WO 95/07300. 
Proteins and other reagents 

Human fibrinogen was obtained from (IMCO Ltd, Stockholm, Sweden), Human serum 
albumin (HSA), fibronectin, IgA, lactoferrin and transferrin were obtained from Sigma, St. Louis, 
USA). Bovine serum albumin (fraction V, ria grade) was obtained from USB (cat no. 10868). 
1 0 aimacroglobulin (ajM) and collagen type I were obtained from Boehringer, Mannheim, Germany). 
Vitronectin was obtained fix)m Bional, Tartu, Estonia and human IgG fix)m Kabi, Stockholm, 
Sweden. Elastin was obtained fix)m ICN Pharmaceuticals Inc. CA, USA and pepsin from KEBO 
LAB, Stockholm, Swedea 

DNA probes were labelled with a^^P-ATP by a random-prinring metiiod (Multiprime DNA 
1 5 labelling system; Amersham Inc, Amersham, England) 

Nitrocellulose (NC) filters (Schleacher & Schull, Dassel, Germany) were used to bind DNA 
in hybridisation experiments or proteins in Westera-blot techniques. 

In order to analyse protein samples by native or sodium dodecyl sulphate -polyaoylamid 
gel electrophoresis (SDS-PAGE) the PHAST-system obtained from Pharmacia LKB 
2 0 Biotechnology, Uppsala, Sweden was used according to the supplier's recommendations. 

Oligonucleotides used were synthesised by Pharmacia (Uppsala, Sweden). 

Micro Well plates (MaxiSorp, Nunc, Copenhagen, Denmark) were used in the panning 
experiment. Plasmid DNA was prepared using Wizard Minipreps (Promega) and the sequence of 
the inserts vras determined as described by Jacobsson and Frykberg (1995). The sequences 

2 5 obtained were analysed using the PC-gene program (Intelligenetics, Mountain View, C A, USA) 

Routine methods 

Metiiods used routinely in molecular biology are not described such as restriction of DNA 
witii endonucleases, ligation of DNA fi-agments, plasmid purification etc since these metiiods can 
be found in commonly used manuals (Sambrook et al., 1989, Ausubel et al., 1991). Ligation 

3 0 reactions were performed using Ready-To-Go T4 DNA Ligase (Pharmacia, Uppsala, Sweden). For 

polymerase chain reaction amplification tiie Gene Amp™ kit, obtained from Peridn Elmer Cetus, 
was used. Sequence reactions were performed using "Sequenase, version 2.0" kit (United States 
Biochemical Corporation, Cleveland, Ohio, USA). Akemalively the ABI PRISM Dye Tenninator 
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Cycle Sequencing Ready Reaction Kit was used and the samples analysed using the Applied 
Biosystems 3 73 A DNA Sequencer. 

Example 1: The adherence of Stc^hvlococcus epidermidis to immobilised fibrinogen and 
investigation of the nature of the binding mechanism (A-E) 
5 Strains of Staphylococcus epidermidis isolated fi-om cases of peritonitis were grown on 

Blood agar plates at 3TC overnight. The bacteria fi-om one plate was harvested with 5 ml 
phosphate buflfered saline (PBS), washed once, and the optical density (OD) was adjusted to LO. 
(A) Bacterial adherence 

Fibrinogen was dissolved in PBS at 10 mg/mi and added in serial 3-fold dilution to 
10 microtiter wells (Nunc), fix5m top to bottom. The plates were incubated overnight at room 
temperature (RT). To cover uncoated plastic sites the plates were coated with 2% bovine serum 

0 albumin for 1 hour at 3TC. The plates were washed with PBS with 0.05% Tween 20 (PBST). 
2 Next, bacteria were added in serial 2- fi3ld dihition in PBST, fix>m lefk to right, to the fibrinogen 
f: coated microtiter plates. Bacterial adherence was allowed for 2 hours at 37°C or at 4''C ovemigbt. 
pi 5 Non-adherent bacteria were washed off and the bound bacteria were air-dried. The crosswise 

1 jl dilution of both fibrinogen and bacteria allows estimation of bacterial binding both as a fimction of 
%^ fibrinogen concentration and of amount of bacteria. Determination of bacterial adherence was done 
4S by optical reading using a microtiter plate reader at A 405. The turbidity and light scatter caused by 

2 bound bacteria results in a reading ranging fi-om 0.00 to 0.20. An example of adherence vahies as a 
^^2 0 fimction of fibrinogen coating concentration is shown in Figure 1 for three different strains (2, 19 

and JW27). These conditions for adherence determination were used in the following experiments. 

fB"^ Adherence blocking bv antibodies against fibrinogen 

In a modification of the experiment performed above, antibodies against fibrinogen (anti 

Fg) (Sigma) were added 1 hour prior to addition of bacteria (OD=1.0) to the immobilised 
2 5 fibrinogen. As a control, antibodies against fibronectin (and Fn) (Sigma) were added in a sqjarate 

experiment. Figure 2 shows that antibodies against fibrinogen (circles) inhibited adherence better 

than antibodies against fibronectin could (squares). The mean values and standard errors fi-om three 

s^arate experiments are shown. 

(C\ Adherence blocking bv soluble fibrinogen 
30 Soluble fibrinogen was added to the bacteria at concentrations indicated in Figure 3 and 

incubated for 1 hour at 37°C before addition to plates coated with fibrinogen as described above. 

Adherence of S. epidermidis strain 19 (filled circles) was inhibited to around 30%. As a control. 
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inhibition of Stcphylococcus aureus strain Newman was measured in a similar experimental set-up 
(open circles). Mean values and standard errors from three separate experiments are showa 
Although sipnificant inhibition of adherence of epidermidis was obtained, inhibition of 5. aureus 
was more pronounced. 

fP^ Reduction of binding after protease treatment of bacteria 

Bacteria were treated for 30 minutes at 37°C with protease K, at concentrations indicated 
in Figure 4, prior to addition to immobilised fibrinogen. Protease treated bacteria were extensively 
washed after protease treatment to avoid protease digestion of the immobilised fibrinogen. Four 
different strains of S. epidermidis (2, 19, 269 and HB) and S. aureus (strain Newman) were used in 
this experiment All strains tested showed sensitivity to protease treatment; thus the adherence to 
fibrinogen depends on a suxftice protdn. 
fE) Adherence blocking bv LiCl extract of S, epidermidis 

S. epidermidis cells, grown and harvested as described above, were treated with IM LiCl at 
40°C for 2 hours with continues genfle stirring. The bacteria were centrifiiged and the bacteria-firee 
supernatant was filtered and dialysed against PBS. Surface associated proteins boimd to the cells by 
hydrophobic interactions are thereby released. This LiCl extract, presumably containing a 
fibrinogra binding protein, was used to inhibit adherence of 5. epidermidis to immobilised 
fibrinogen in the foUowir^ way: LiCl retract at various dilutions was added to the immobiHsed 
fibrinogen and incubated for 1 hour at ST'C. The plates were washed and bacteria added for 
adhesion testfa^. Fig. 5 shows that adherence was better the more the UCl ©ctract was diluted; i.e. 
an adhesion-inhibitory compound is presrat in the LiCl extract. Two independent experiments are 
shown. 

Example 2: Isolation of a clone expressing fibrinogen binding activitv 

A gene library of S. epidermidis strain HB was produced in a manner as described by 
Jacobsson and Frykberg (1996), Staphylococcal DNA was randomly fi-agmented by sonicatioa 
The library resulted in 4x10^ independent clones, which after amplification had a titer of 2x10^^ 
cfii/ml. Two hundred microKtres of the library w^e added to each of three fibrinogen coated wells 
and incubated for 4 hour at room temperature (RT). The wells were washed extensively with PBS- 
T and once with 50mM Na-dtrate/140 mM NaCl, pH 5.4, Finally, the bound phages were duted 
stepwise in the same buffer with decreasing pH (3 ,4 and L8). The eluates fi*om the three weBs were 
neutralised with 2 M Tris-HCl, pH 8.6. Aliquots of the eluates were used to infect £ coli TGI 
cells, which thereafter were grown overnight on LA plates containing glucose and ampidllin. The 
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colonies (obtained after infection of TGI cells with the phage and eluted at pH 3 .4 and 1.8 in the 
primary panning) were collected by resuspension in LB medium and infected with helper phage 
R408 [10^** plaque-forming units (pfu)] for production of enriched phage stocks. Thereafter, the 
infected bacteria were mbced with 4 ml 0.5% soft agar and poured on one LA plate with ampidllia 
5 After incubation over night Sl^'C the phages were collected as described by Jacobsson and 
Frykberg (1996). The resulting phage stock was repanned against fibrinogen as described above. 
The result presented in Table L shows that there is an enrichment of clones having aflfciky to 
fibrinogen. 



10 Table 1. 

Panning Ligand 

^ fibrinogen IgG 

;f 1st Wash L6xl0^cfij/ml 

|5 pH5.4 1.6x10^ cfii/ml 

O pH3.4 2,1x10^ cfii/ml 

pHL8 7.0x10^ cfii/ml 

p 2nd Wash 1.2x10" cfii/ral 2.2x10^ cfii/ml 

#0 pH5,4 4.4x10" cfii/ml 6.2x10^ cfii/ml 

pH3.4 4 JxlO^ cfii/ml 1.4x10" cfii/ml 

pH L8 2.0x10" cfii/ml 8.0x10^ cfii/ml 



Exam ple 3: DNA sequencing and sequence analysis 

25 Eight colonies coming fi-om the second panning (pH 3.4) against fibrinogen described in 

Example 2 were chosen for fiirther studies. Phagenid DNA fi:om these colonies was prepared and 
partially sequenced. Seven of the clones seemed to contain the same insert. One of these seven 
clones called pSElOO was chosen for fiirther studies. Purified phagemid DNA fi"om the clone 
pSElOO was analysed by restriction mapping which revealed that the phagemid contained an insert 

30 of -1.8 kilo base pair (kb). The nucleotide (nt) sequences of the complete inserts of pSElOO were 
determined and the nt and deduced amino acid (aa) sequences were analysed using the PC-gene 
progranx This analysis revealed that the insert of pSElOO contains an open reading fiame of 1.745 
nt (sequOTce list). Thus the insert encodes a 581 aa protan, termed protein FIG (and the 
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corresponding gene termed fig), with a calculated molecular mass of --65 kDa (sequence list). 
Furthermore, the sequence analysis show that the insert of pSElOO is in the correct reading frame 
with the vector sequences in the 5 -and 3 -ends. This means that the insert gives rise to a fiision 
with ±stpel leader and the myc tail (sequence list) and that the native 5 - and 3 '-ends of the fig 
5 gene is not present in the pSEl 00 clone. 

To obtain the missing 5 and 3 end of the fig gene a Southern blot analysis was performed 
using chromosomal DNA from strain HB digested with various restriction enzymes. The probe was 
prepared as follows; two oligonucleotides (5'CAACAACCATCTCACACAAC3' and 
5'CATCAAATTGATATTTCCCATC3') were used to PGR amplify a --Ukb fragment from the 
10 insert of pSElOO. The PGR generated fragments were 32P-labelled using random priming. After 
hybridisation using stringent conditions the NG-fiker was washed and subjected to 
p autoradiography. The result showed that the Xbal cleavage gave a single band in size of --6 kb. The 
2 corresponding fragment was subsequently ligated into Xbal digested pUGlS vector. After 
4- transformation clones harbouring the --6 kb Xbal-fragment were identified by colony hybridisation 
,pL5 using the same probe as in the Southern blot experiment. One such clone, called pSElOl was 
chosen for further studies. DNA sequence analysis showed that the fig gene consist of an open 
■i^ reading fi^e of a 3291 nt, encoding a protein, called FIG of 1097 aa with a calculated molecular 
,p mass of -119 kDa (Figure 6). The FIG protein consist of several typical features found among 
7z Gram-positive cell surfece bound proteins, like a N-terminal signal sequence and a G-terminal aa 
0 motif LPDTG, followed by a stretch of 1 7 hydrophobic aa ending in a stretch of chained aa OPigure 
6). Following the signal sequence, there is a region, called A of 773 aa. The insert of pSElOO 
contains the sequence corresponding to residue 75 to 656 of the A region (Figure. 7). The A region 
is followed by a highly repetitive region of 216 aa composed of tandemly repeated aspartic add and 
serine residues, called R (Rgure 6 and 7). The dipeptid region consist of an 18 bp sequence unit 
25 (consOTSus of GAX TGX GAX TGX GAX AGX) repeated 36 times. The 18 bp sequence is 
almost maintained perfect throughout the whole R region except for the second unit which is 
truncated, consisting of only 12 of the 18 bp and the 3 'end of the r^on where the consmsus 
sequence is slightly disrupted (units 32, 34 and 36). The changes in the later units also result in an 
amino add exchange which disrupt the DS repeat. 
30 Using the deduced amino add sequence of protdn FIG protein databases were screened 

for sequence similarities. Interestingly, the search showed that the highest score obtained was for 
the clumping factor (ClfA) of S. aureus (Figure 7). This protein binds fibrinogen and has been 
shown to promote aggregation of bacteria m the present of plasma. Beade similarities in the N- and 
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C-terminal part encodii^ the signal sequence and the cell membrane spanning domain, respectively 
the most obvious similarity with the clumpii^ fector is the repetitive R region. In both ClfA and 
FIG protein, the DS repeat region is encoded by the same 18 bp consensus unit. Comparing the 
nucleotide sequences of fig and clfA shows that the R regions have an extensive homology. In 
5 addition, protein FIG also shows homology to ClfA in the A region, the non-repetitive fibrinogen 
binding domain (Figure 7). 

Example 4: Properties of the fibrinogen binding protein encoded fi-om pSElOO 

A) Spedficitv of the fibrinogen binding 

The phagemid pSElOO was electroporated mto competent E. coli TGI cells. After growth 
1 0 over night on a LA plate (containing ampidllin and glucose) one colony contairang pSElOO was 

grown over night and nrfected with the helper phage R408 for production of an enriched phage 
p stock. The resulting phage stock containing recombinant phages expressing the insert of pSElOO 

had a titer of 3xlO^&M. The phage stock of pSElOO was used to pan against 13 diferent 
F= proteins coated in microtiter wells and to one uncoated weU. To each well containing the respective 
,Jl5 protein (or to the uncoated weU) 200 |il of the phage stock of pSElOO was added. After panning 

for three hours at RT under gentie agitation the wells were washed extensively, using PBST and a 

sample of the last wash was collected. The bound phages were eluted with Na-Citrate buffer pH 
^ 1.8. The eluted samples were immediately neutralised using IM Tris-HCl pH 8,6. The eluted 

phages and the phages fi-om the wash were allowed to separately infect E. coli TGI cells and after 
jC20 infection, the cells were plated on LA plates containing ampiciliin and glucose. The plates were 

incubated over night at 37°C and the fi*equency of colonies was counted. The result of this 

experiment is presented in Table 2 which shows the fibrinogen binding specificity of the protein 

e3q)ressed by pSElOO. - 
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Table 2. 
Lieand 


Wash 


EluatepH 18 




Fibrinogen 


1.1x10* cfii/ml 


1.4x10' cfii/ml 




ajM 


2.0x10^ cfu/ml 


2.0x10^ cfii/ml 


5 


BSA 


<10^cfu/nil 


8.0x10^ cfii/mi 




Collagen type I 


6.0x10^ cfu/ml 


1.2x10^ cfii/ml 




Eiastin 


8.0x10^ cfu/ini 


5.2x10^ cfii/ml 




Fibronectin 


6.0x10^ cfii/ml 


2.4x10* cfii/ml 




HSA 


8.0x10^ cfu/rnl 


2.2x10^ cfii/ml 


10 


IgA 


6.0x10^ cfii/ml 


6.8x10* cfii/ml 




IgG 


4.0x10^ cfii/ml 


4.4x10^ cfii/ml 


n 


Lactofeirin 


6.0x10^ cfii/ml 


8.2x10^ cfii/ml 




Pepsin 


1.8x10^ cfii/ml 


3.7x10* cfii/ml 




Transferrin 


2.0x10^ cfu/ml 


2.4x10^ cfii/ml 




Vitronectin 


<10^cfu/nil 


2.2x10' cfii/ml 




Plastic 


2.4x10^ cfii/ml 


9.0x10^ cfii/ml 



£ (&\ Inhibition ecperiment 

:f The pSElOO phage stock was diluted to a titer of -5xlO*c£u/ml. Of this phage solution 

iOZ 0 samples (1 80 were taken and separately incubated for one hour with different concentrations of 
fibrinogen, BSA or IgG before transferred to fibrinogen coated microtiter weUs. After panning for 
three hours at RT under gentle agitation, the wells were washed extensively using PBST. The 
bound phages were ehited with Na-Citrate bufier pH 1.8, The ehited samples were immediately 
neutralised using IM Tris-HCl pH 8.6. The eluted phages were allowed to infect K coli TGI cells 
2 5 and after infection, the cells were plated on LA plates containing ampicillin and glucose. The plates 
were incubated over night at 3TC and the frequency of colonies was counted. The result of this 
experiment is presented in Table 3, \rfuch shows that the binding to fibrinogen is inhibited by 
fibrinogen but not with the other tested protdns. 



wo 97/48727 



13 



PCT/SE97/01091 



5 



Table 3. 








Cone, of 








different 


Soluble Iigands 






iigands (|ig/ml) 


Fibrinogen 


BSA 


IgG 


0 


T.exlO-'cfij/ml 


1.6x10* cfairti. 


7.6x10* cfii/ml 


0.1 


4.4x10* cfii/ml 


7.0x10* cfii/ml 


6.2x10* cfii/nd 


1 


3.6x10'* cfij/ml 


9.3x10* cfii/ml 


9.0x10* cfii/ml 


10 


1.5x10* cfii/ml 


6.3x10* cfii/ml 


7.8x10* cfii/ml 


100 


3.8x10^ cfii/ml 


6.4x10* cfu/ml 


7.3x10* cfo/ml 


1000 


3.0x10^ cfu/ml 


6.9x10* cfii/ml 


7.6x10* cfii/ml 



O Example S: Western blot experiment 

1^ Kcoli cells of strain TGI and MC1061 containing pSElOO w^e grown in LB (containing 

Q ampidffin and glucose) over night at The next morning the ceUs were harvested by 

J15 centiifiigation, resuspended in LB (containing ampidllin, glucose and 0.1 M IPTG and flirther 
W\ incubated at 37*C. Twelve hours later the cells were harvested by centri&gation and both the cdls 
Q and the supernatant were taken care of Four volumes of acetone were added to the supernatant 
JI: and the resuWng precipitate was collected by centri&gation, air-diied and resuspended in ice-cold 
electrophoresis the cells and the precipitate from the supernatant were resuspended 
|feo separately in a sample buffer containing 2.5%SDS and 5% beta-mercaptoethanol and boiled for 
two minutes. After denaturation the samples were analysed nm under reducing conditions using the 
PHAST-system (Pharmada) on a 8-25% gradient gel using SDS-buffer strips. After the 
electrophoresis was coihpleted a NC-filter previously soaked in PBS was put on the gel and the 
temperature raised to 45*'C, After -AS minutes the NC-filter was wetted with 1 ml PBS, gendy 
2 5 removed and placed in 1 5ml PBS containing 0. 1% Tween 20 solution (PBST 0. 1%) for 30 miinites 
in RT (under gentle agitation and with two changes of PBST 0. 1% sohition). After the last change 
of PBST 0.1% fibrinogen was added to a final cone, of 20ng/ml and the filter was incubated for 
four hours at RT under gentle agitation. The filter was subsequently washed for 3x10 minutes using 
PBSTO.1% and HRP-conjugated rabbit anti-human fibrinogen antibodies (DAKO code A 080, 
30 diluted 1:500 in PBST 0.1%) were added and the filter was incubated for 1 hour at RT under 
gentle agitation. After washing the filter 3x10 minutes using PBST 0. 1% the bound fibrinogen was 
visualised by transferring the filter to a solution containing a substrate for the horse radish 
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peroxidase (6 ml 4-chloro-i-iiaphtol (3 mg/ml in methanol) + 25 ml PBS + 20 |il H2O2). The result 
showed that a fibrinogen binding protein was found in both types of samples (cells and growth 
media) in both £ coli cells harbouring pSElOO, while no such protein was found in the coxitrol 
cultures oiE. coli TGI and MC1061. The fibrinogen binding protdn expressed fi-om the pSElOO 
5 was in the approximate size as expected fit)m the deduced amino acid. 

Example 6: The occurrence of the gene and the use of fig gene to identify S. epidermidis m 
diagnostic test 

Purified chromosomal DNA fi-om S. cmreus strain 8325-4, Streptococcus equi subsp. equi 
strain 196 and subspecies zooepidemicus strain Z5, Streptococcus pyogenes strain 2-1047, 
10 Streptococcus dysgalactiae strain 8215 were cleaved using the restriction enzyme EtoRI. The 
cleaved samples were run on an 0.8% agarose-gel together with chromosomal DNA firom S. 
P epidermidis strain HB cleaved with various restriction enzymes. After the electrophoresis was 
f f completed, the separated DNA fi:agments were transferred to a NC-fiker using the Vacuum 
blotting system from Pharmacia. After the transfer the filter was hybridised under stringent 
fix 5 conditions (in a solution containing 6xSSC, 5xDenhart, 0.5% SDS at 6S'C) using a probe designed 
JrJ based on the nucleotide sequaice of the insert of pSElOO. This probe had eaiiier been prepared as 
=^ follows, two oUgonucleotides: (5'-AGGTCAAGGACAAGGTGAC-3' and 5- 

M: CAACAACCATCTCAC ACAAC-3 ') were ordered (Pharmacia) and used as a primer pair in a 
\^ PGR (25 cycles of 94^C 1 minute, 5(fC 30 seconds, ITC 1 minute using an Peildn Ehner Cetus 
^020 Thermal Cycler 480) to ampUfy an -150 bp fi-agment of the insert of pSElOO. The amplified 
material was run on an agarose gel and the -150 bp fi'agment was purified and radioactively 
labelled using ^^P-dATP and the Multiprime DNA labelling system (Araersfaam). The filter was 
hybridised over night and subsequendy washed in a washing solution (0.2% SSC, 0.1% SDS) at 
60*C and autoradiographed. The result showed that no hybridisation was detected in the samples 
25 originating firom streptococci and S. aureus while hybridisation occurred to the samples coming 
firom the 5. epidermidis strain HB. 

To invest^ate the occurrence of the fig gene in other strains of 5. epidermidis the following 
PGR reaction was set up. Chromosomal DNA fi-om 13 different clinical isolates of S. epidermidis 
was used as templates. The same primers and the same PCR conditions as described above were 
30 used. The result showed that an amplified product of -150 bp could be detected (using a 2% 
agarose gd) in all strains of S, epidermidis but not in the control samples original containing 
chromosomal DNA fi^om S. aureus and S. pyogenes. 
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Example 7: A PCR amplification assay for analysis of corresponding DS repeat regions from 

various isolates ofiSl epidermidis 

McDevitt and Foster (Microbiology, 1995,141:937-943) have shown that the DS repeat 

region in various isolates of S, aureus strains may differ considerable. To investigate if the DS 
5 repeat region in S. epidermieSs also varies in size between diflEerent isolates following ^eriment 

was performed. A pair of primers {5'CCGATGAAAATGGAAAGTATC3' and 

5TCCGTTATCTATACTAAAGTC3') hybridising on the 5' and 3' side, respectivdy, of the DS 

repeat region of protein FIG were used to PGR amplify the coiresponding re^on in 1 1 (fifferent 

isolates of S. epidermidis. The ampiificadon was performed as follows, after initial denaturation for 
1 0 1 min. at 95''C a cycle started with a denaturation step for 30 sec. at 95°C, foDowed by an annealing 

time of 1 milt at 50°C and a elongation period of 2 mia at 72°C, The cycle was repeated 25 times 
o and ended in an final elongation period of 7 min. at 72^C. The PCR products representing the DS 
2 region of respective strain were analysed by agarose-gel electrophoresis. The result showed that one 

band of various length was present in each sample. The conclusion from this is that this type of 
id 5 method can be used as a diagnostic test to get a "fingerprint" of a particular strain. This m^t be 
Ti usefiiiin e.& tracing a the origin of an infection. 

Exam ple 8: The use of the DS fragment of strain HB to identify other homologous genes in 
£ coagulase-posrtive and -negative staphvlococd 

J": A DNA fragment consisting of the DS repeat region was constructed as follows. One pair 

#0 of oUgonucleotide primers (5'ACTGATCATGATGACTTTAGT 3' and 5 TCCGTT ATCTAT 
ACTAAAGTC3 ') was used to PCR amplify the DS region of strain HB lisii^ the same conditions 
as described above. The amplification resulted in a -700 bp fiagment which was radioactively (^P) 
labelled using random priming. This probe was used in a Southern blot analysis using chromosomal 
DNA (cleaved with EcoRI) from various species of staphylococci (S, aureus, epidermidis strain 
25 HB, S. haerrtolyticus strain 789 and strain SMI31, S. lugdmensis, S. schleiferi, S. intermedtus, 
SJentus, S. sciuri, S. camosus, S, scprophyticus and S, hyicus. 

The hybridisation was performed under stringent conditions at 65®C over night. The next 
day the filter was washed at 65'C, using 2XSSC following autoradiography. The result showed that 
at least one specific band was present for the followii^ species; S. aureus, 5. epidermidis strain 
30 HB, S. haemolyticus strain 789 and strain SM131, 5. lugdunensis, S, intermedins, S. sciuri, 5, 
camosus (weak signal) and 5. hyicns. This result shows, that it is possible to clone and identify the 
corresponding regions in these species. 
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Example 9: Production of GST-FTG 

By polymerase chain reaction, a DNA fragment was amplified encoding a portion of the 
fibrinogen binding protein. Upper primer was GCGGATCCAATCAGTCAATAAACA 
CCGACGAT and lower primer was CGGAATTCTGTTCGGACTGATTTGGAAGTTCC. 
5 Amplification was done for 30 cycles at 94°C 30 seconds, 60^C 30 seconds, ITC 2 minutes 
beginning with 94*^0 for 4 minutes and ending with 72^C for 4 minutes. The amplified fi-agment was 
digested with EcoRI and Bam HI. Plasmid pGXT-4T (Pharmacia, Uppsala, Sweden) was digested 
with EcoEJ and Bam HI, mixed with the digested fi:-agment and the mbcture ligated using T4 DNA 
ligase according to standard procedures. The ligated DNA was transformed into K colt strain TGI. 
10 A transfbnnant was isolated with a plasmid encoding a fiidon protein composed of glutathione thio 
transfoase and fibrinogen binding protein. The protein was purified with the vector plasimd 
O according to Phaimada*s instructions. The purified GST-FIG protein was subjected to Western 
p aflSnity blot. It was run on polyacryiamide gel electrophoresis, transferred to nitrocellulose paper by 
1^ passive difiiision, the paper treated with fibrinogen (5 \xg/ml) for 2 hours at room temperature, 
followed by rabbit anti fibrinogen antibodies conjugated to HRP. A band corresponding to a 
:i molecular weight of approx. 100 kDa was seen. Omitting fibrinogen in a control experiment 
L displayed no band. 

£ Example 10: Demonstra tion of binding of GST-FIG to stationary phase fibrinogen 
jl Mcrotiter wells were coated widi human fibrinogen (Sigma Chemicals Co.) at a 

•^:J20 concentration ranging fi-om 2.5 to 20 ^g/ml at room temperature overnight. The plates were 
aftercoated with 2% bovine serum albumin (BSA) for one hour at 37°C, The microtiter plates were 
washed three times and GST-FIG was added to the wells at concentrations of 25, 50 or 100 ixg/nH 
(indicated by the three separate lines in Fig. 8) and the plates incubated for two hours at 3TC, 
Capture of GST-FIG to the fibrinogen layer was, after washing, detected by antibodies (dihited 
2 5 1 000 times) raised in a rat against Ks-FIG. Binding of antibodies was, after washing, detected with 
rabbit anti rat IgG antibodies coiqugated with HRP. The substrate for HRP was OPD tablets 
(Dakopatts) with H2O2. Colour reaction was measured at 495 nm. Fig, 8 shows that GST-FIG is 
captured to fibrinogen in a dose dependent way. 
Example 1 1 : Inhibition of S. epidermis adherence to fibrinogen bv FIG 
3 0 Fibiinogen at 2 Mg/ml was used to coat microtiter wells overnight at room temperature and 

aftercoated as above. GST-FIG fiision protein, GST or FIG was added at concentrations indicated 
in Fig. 9. Radioactively labelled bacteria was added immediately after, and incubated at 3TC for 
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two hours. Decrease of bacterial binding as a fiinction of GST-FIG fusion protein, GST or FIG is 
shown in Fig. 9. The symbols in Fig. 9 are the following: squares - inhibiuon by GST-FIG (mean 
and SE of five independent experiments are shown); trian^es - inhibidon by GST carrier protein; 
circles - inhibition by FIG after thrombin digestion. Only the fiision protein and FIG molecules 
could inhibit binding. 

Radioactive labelling of bacteria was obtained by growing them in the presence of tndated 
thymidine (20jiCi/ml, spedfic activity 8 1 Ci/mmole) for 5 hours in LB. 

Cleavage of GST-FIG was adueved by adding thrombin and incubating at 3TC for 2 

hours. 

Example 12: Inhibition of S. epidermidis adherence to fibrinogen by antibodies against GST^FIG 
andHG 

Hbrinogen at 2 mg/ml was used to coat raicrotiterwells overnight at room temperature and 
aftercoated as above. Radiolabelled S. epidermidis were incubated with different dilutions of sera 
for 1 hour at 37oC, The bacteria - serum mbctures were then added to the weBs and adherence was 
allowed to take place for two hours at 37°C. Non adherent bacteria were washed away and the 
amount of adherent bacteria were determined as in example 1 1 above. Four serum samples were 
used: 1) Serum fi^om before immuiusation firom rat No 1. 2) Serum firom before immunisadon fipom 
rat No 2. 3) Serum fi-om rat No 1 immunised with GST-FIG. 4) Serum firom rat No 2 immimised 
with FIG generated by thrombin cleavage. From Figure 10 it can be seen that adherence is reduced 
after incubation with sera against FIG or against the GST-FIG fiision protein. With relative 
adh^ence of 1.0 is meant the adherence obtained after incubation of the radiolabelled bacteria with 
phosphate bufifered saline. 

The expOTment 'was repeated, and data fi^om adherence blocking, using sera taken before 
iiranunisation and serum taken after immunisation with GST-FIG is shown in Figure 1 1 . 

Although the invention has been described with regard to its preferred 
embodiments, which constitute the best mode presently known to the inventors, it should be 
understood that various changes and modifications as would be obvious to one having the 
ordmary skill in this art may be made without departing from the scope of the invention which 
is set forth in the claims appended hereto. 
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Sequence list 



10 20 30 40 SO 60 70 

I > I I i I i 

5 ACCACCACCACCACa^CCACCCCTCTAGTGATGAAGaAAAGAATGATGTGATCIATAATAATCAGT^ 
HHHHHHPSSDEEKNDVINNNQSI 

Pec Cttudcr 

80 90 100 110 120 130 140 

! i I I i 1 i 

AGACCGACGATAATAACGAAATAATTAAAAAAGAAGAAACGAATAACrACGATGGCATAGiUAAACG 
NTDDNNQI IKKEETNNYDGIEKRS 

10 

150 ISO 170 180 190 200 210 

O ! I i 1 t I I 

*0 AAGATAGAACAGAGTOIACAACAAATGTNGATGAAAACGAAGa^CATTTTTACAAAAGACCCCTC^^ 
MEDRTEXTTNXDENEATFLQKTPQD 

r 220 230 240 250 260 270 280 

Sc I I I I I I I 

Vt ATACTCATCTTACAGAAGAAGAGGTNAAAGAATCCTCATOlGTCGAATCCTCAAATrCATCAATTGATACTG 

«^N7HLTEEEXKESSSVESSNSS IDT 

£ 290 300 310 320 330 340 350 360 

Oil 1 I 1 I 1 1 

CCCAACAACCATCTCACACAACAATAAATAG&GAAGAATCTGTTCAAACAAGTGATAATGTAGAAGATTC^^ 

'.gAQQPSHTTINREESVQTSDNVEDS 

So 

370 380 390 400 410 420 430 

i t I I i I I 

ACGTATCAGATTTTGCTAACTCTAAAATAAAAGAGAGTAACACTGAATCTGGTAAAGAAGAGAATACTATAG 

HVSDFA--NS KIKESNTESGKEENTI 

440 450 460 470 480 490 500 

25 i I i i I I I 

AGCAACCTAATAAAGTAAAAGAAGATTCAACAACAAGTCAGCCGTCTGGCTATACAAATATAGAT^ 

EQPNKVKEDSTTSQPSGYTNIDEK 



30 



wo 97/48727 



20 



PCT/SE97/01091 



Sequence iistcont 

SIO S20 530 540 550 5fi0 570 

TTTaUUTCAAGATGAGTTATTAAATTTACCAATAiATGAATATGAAAATAAGGCTAGA^ 

ISNQDELLNLPINEYENKARPLs.T 

580 590 600 gio 620 630 640 

i I I j j I I 
OlTCTGCCC&ACCATCGATTAAACGTGTAACanaJATCaATTAGCGGCGGAAC^ 

TSAQPSIKRVTVNQLAAEQG S N V N 

650 660 670 680 690 700 710 720 

< < I i I i I 1 

ATTTAATTAAAGTTACTGATCAAAGTATTACTGAAGGATATGATGATAGTQAAGGTGTTATT^^ 

HLIKV7DQS ITEGYDDSEGVIKAH 

730 740 750 760 770 780 790 

' • I I i i i 

ATGCTGAAAACinrAATCTATGATGTAACTTTTGAAGTAGATGATAAGGTGAAATCTGGTGATACGATGACAG 

DAENLI YDVTFEVDDKVKSGDTMT 

800 810 820 830 840 850 860 

I I I i i I I 

TGGATATAGATAAGAATACAGTTCCATa^TTTAACCGATAGCTTTAOATACaUUUATAAAAGAT^ 

VDIDKNTVPSDLTDSFTIPKIKDN 

870 880 890 900 910 920 930 

I ) 1 I I - I I 

CTGGAGAAATCATCGCTACAGGTACrrATGATAACAAAAATAAACAAATCACCTATACr^ 

SGEI lATGTYDNKNKQITYTFTDY 

940 950 960 970 980 990 1000 

I > I i I I I 

TAGATAAGTATGAAAATATTAAAGCACACCTTAAATTAACGTCATACATTGATAAATC3U^^ 

VDKYENIKAHLKLTSYIDKSK VPN 

1010 1020 1030 1040 1050 1060 1070 1080 

I I 1 i t I I I 

ATAATACCAAGTTAGATGTAGAATATAAAACGGCCCTTTCATCAGTAAATAAAACAATTACGGTTG^^ 

NNTKLDVEYKTALSSVNKT ITVEY 

1090 1100 1110 1120 1130 1140 IISO 

I I I i I 1 1 

AAAGACCTAACGAAAATCGGACTGCTAACinrrCAAAGTATGTTTACAAATATAGATACGAAAAATCATACAG 

QRPNENRTANXQSMFTNIDTKNHT 

1160 1170 1180 1190 1200 1210 1220 

i i i i I I I 

TTGAGCRAACGATTTATATTAACCNTCrTCGTTATTCAGCCSVAGGAAACAAAT^ 

VEQT lYINXLRYSAKETNVNISGN 
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Sequence list coat 

1230 1240 1250 1260 1270 1280 1290 

I I I I I I I 

GTGATGAAGGTTCAAaiR.TTATAGACGATAGaiaATAA,TTAAAGT^ 

GDEGSTI IDDSTIIKVYKVGDNQN 

1300 1310 1320 1330 1340 13S0 1360 

) I i { i i ' I 

TACC3U3ATAGTAAa«5AATTTATGATTAC»mX3AATATGAAGATO 

LPDSNRIYDYSEYEDVTNDDYAQL 

1370 1380 1390 1400 1410 1420 1430 1440 

I I i I ! I I I 

GAAATAATAATGATGTGRATATTAATTTTGGTAATATAQATTCACCATATATTATTAAAGTTATTAGTAAAT 

GNNNDVNINFGNIDSPYIIKVISK 

1450 1460 1470 1480 1490 1500 1510 

I I I I I I I 

ATGACOrrAATAAGGATGATTACSlCGACTATACAGCAAACTGTGAaUVrGCAGACGACTATA^^ 
YDXNKDDYTT IQQTVTMQTTINEY 

1S20 1530 1540 1550 1560 1570 1580 

i I I I i I i 

CTGGTGAGTTTAGAACAGCATCCTATQATAATACAATTGCTTTCTCrACAAGTTCa^ 

TGEFRTASYDNTIAFSTSSGQGQG 

1590 1600 1610 1620 1630 1640 1650 

i I I i 1 I I 

acttgcctcctgaaaaaacttataaaatcggagattacgtatgggaagatgtagataaagatggtattcaa:^ 

DLPPEKTYKIGDYVWEDVDKDGIQ 

1660 1670 1680 1690 1700 1710 1720 

I I I I I I I 

ATAGAAATGATAATGAAAAACaSCTTAGTAATGTATTGGTAACTTTGACGTATCCTGATGGA^ 

NTNDNEKPLSNVLVTLTYPDGTSK 

1730 1740 1750 1760 1770 1780 

i I I i i I 

CAGTCAGAACAGATGAAGATGGGAAATATCAATTTGATGGGGTGCAGGTCQAC 
SVRTDEDGKYQFDGVQVD 

— 

Sequence BsL A paitiai nucleotide sequence of the putative^^ gene firom 5: epidermidis strain HB 
and the deduced amino add sequence. The vector sequences in the juncdon of the 5'- and 3'-ends 
aieinAcated. 
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Claims 

1 . Protein or polypeptide having fibrinogen binding activity, characterized in that said 
5 protein or polypeptide originates from a strain among recognized coagulase-negative 

staphylococci. 

2. Recombinant DNA molecule containing a nucleotide sequence coding for a protein 
or polypeptide having fibrinogen binding activity, characterized in that said protein or 
polypeptide originates firom a coagulase-negative staphylococcal strain. 

10 3. Plasmid, phage or phagemid containing a nucleotide sequence coding for a protein or 

polypeptide having fibrinogen binding activity, characterized in that said protein or 
polypeptide originates from a coagulase-negative staphylococcal strain. 

4. Micro-organism containing at least one recombinant DNA molecule according to 

^"Z claim 2. 

-J 15 5. Micro-organism containing at least one plasmid, phage or phagemid according to 

E claims. 

6. Method for producing a fibrinogen binding protein or a polypeptide thereof, 
13 characterized in that 

E - at least one recombinant DNA molecule according to claim 2 is introduced in a micro- 

1-^^ 20 organism, 

S - said micro-organism is cuhxired in a suitable medium, 

- the protein thus formed is isolated by chromatographic purification. 

7. Method for producing a fibrinogen binding protein or polypeptide thereof, 
characterized in that 

25 - at least one recombinant protein according to claim 2 is expressed on a phage particle, 

- said phage particle shows fibrinogen binding activity. 
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8. Recombinant DNA molecule according to claim 2, characterized in that said DNA 
molecule contains one or more of the following nucleotide sequences: 



1 TCTAGTGATGAAGAAAAGAATGATGTGATCAATAATAATCAGTCAA.TAAA 
5 51 CACCGACGATAATAACCAAATAATTAAAAAAGAAGAAACGAATAACTACG 
101 ATGGCATAGAAAAACGCTCAGAAGATAGAACAGAGTCAACAACAAATGTA 
151 GATGAAAACGAAGCAACATTTTTACAAAAGACCCCTCAAGATAATACTCA 
201 TCTTACAGAAGAAGAGGTAAAAGAATCCTCATCAGTCGAATCCTCAAATT 
251 CATCAATTGATAC TGCCCAACAACCATCTCACACAACAATAAATAGAGAA 

10 301 GAATCTGTTCAAACAAGTGATAATGTAGAAGATTCACACGTATCAGATTT 
351 TGCTAACTCTAAAATAAAAGAGAGTAACACTGAATCTGGTAAAGAAGAGA 
401 ATACTATAGAGCAACCTAATAAAGTAAAAGAAGATTCAACAACAAGTCAG 
451 CCGTCTGGCTATACAAATATAGATGAAAAAATTTCAAATCAAGATGAGTT 
501 ATTAAATTTACCAATAAATGAATATGAAAATAAGGCTAGACCATTATCTA 

15 551 CAACATCTGCCCAACCATCGATTAAACGTGTAACCGTAAATCAATTAGCG 
601 GCGGAACAAGGTTCGAATGTTAACCATTTAATTAAAGTTACTGATCAAAG 
651 TATTACTGAAGGATATGATGATAGTGAAGGTGTTATTAAAGCACATGATG 
701 CTGAAAACTTAATCTATGATGTAACTTTTGAAGTAGATGATAAGGTGAAA 

0 751 TCTGGTGATACGATGACAGTGGATATAGATAAGAATACAGTTCC^ 

m 20 801 TTTAACCGATAGCTTTACAATACCAAAAATAAAAGATAATTCTGGAGAAA 
1^ 851 TCATCGCTACAGGTACTTATGATAACAAAAATAAACAAATCACCT^^ 

-J! 901 TTTACAGATTATGTAGATAAGTATGAAAATATTAAAGCACACCTTAAATT 

H 951 AACGTCATACATTGATAAATCAAAGGTTCCAAATAATAATACCAAGTTAG 

1 1001 ATGTAGAATATAAAACGGCCCTTTCATCAGTAAATAAAACAATTACGGTT 
625 1051 GAATATCAAAGACCTAACGAAAATCG6ACTGCTAACCTTCAAAGTATGTT 
in 1101 TACAAATATAGATACGAAAAATCATACAGTTGAGC^^ 

^ 1151 ACCCTCTTCGTTATTCAGCCAAGGAAACAAATGTAAATATTTCAGGGAAT 

O 1201 GGTGATGAAGGTTCAACAATTATAGACGATAGCACAATAATTAAAGTTTA 

JS 1251 TAAGGTTGGAGATAATCAAAATTTACCAGATAGTAACAGAATTTATGATT 

030 1301 ACAGTGAATATGAAGATGTCACAAATGATGATTATGCCCAATTAGGAAAT 
H 1351 AATAATGATGTGAATATTAATTTTGGTAATATAGATTCACCATATATTAT 

S 1401 TAAAGTTATTAGTAAATATGACCCTAATAAGGATGATTACACGACTATAC 

m 1451 AGCAAACTGTGACAZVTGCAGACGACmTAAATGAGTAT^ 

1501 AGAACAGCATCCTATGATAATACAATTGCTTTCTCTACAAGTTCAGGTCA 
35 1551 AGGACAAGGTGACTTGCCTCCTGAAAAAACTTATAAAATCGGAGATTACG 
1601 TATGGGAAGATGTAGATAAAGATGGTATTCAAAATACAZ^ATGATAATGAA 
1651 AAACCGCTTAGTAATGTATTGGTAACTTTGACGTATCCTGATGGAACTTC 
17 01 AAAATCAGTCAGAACAGATGAAGATGGGAAATATCAATTTGATG 



40 or homologues thereof 
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9. Recombinant DNA molecule according to claim 2, characterized in that said DNA 

molecule encodes one or more of the following amino acid sequences: 

1 SSDEEKNDVINNNQSINTDDNNQIIKKEET 

31 NNYDGIEKRSEDRTESTTNVDENEATFLQK 

61 TPQDNTHLTEEEVKESSSVESSNSSIDTAQ 

91 QPSHTTINREES VQTSDNVEDSHVSDFANS 

121 KIKESNTESGKEENTIEQPNKVKEDSTTSQ 

151 PSGYTNIDEKISNQDELLNLPINEYENKAR 

181 PLSTTSAQPSIKRVTVNQLAAEQGSNVNHL 

211 IKVTDQSITEGYDDSEGVIKAHDAENLIYD 

241 VTFEVDDKVKSGDTMTVDIDKNTVPSDLTD 

271 SFTIPKIKDNSGEIIATGT YDNKNKQITYT 

301 FTDYVDKYENIKAHLKLTS YIDKSKVPNNN 

331 TKLD VEYKTALSSVNKTITVEYQRPNENRT 

361 ANLQSMFTNIDTKNHTVEQTIYINPLRYSA 

391 KETNVNISGNGDEGSTIIDDSTIIKVYKVG 

421 DNQNLPDSNRIYDYSEYEDVTNDDYAQLGN 

451 NNDVNINFGNIDSPYIIKVISKYDPNKDD Y 

481 TTIQQTVTMQTTINEYTGEFRTASYDNTIA 

511 FSTSSGQGQGDLPPEKTYKIGDYVWEDVDK 

541 DGIQNTNDNEKPLSNVLVTLTYPDGTSKSV 

571 RTDEDGKYQFD 



10. Plasmid, phage or phagemid containing one or more nucleotide sequences according to 
claim 8 or homologues thereof 

11. Micro-organism containing at least one plasmid, phage or phagemid according to claim 



12. The use of an extractable firaction of staphylococci to block the adherence of 
staphylococci to surfaces with Immobilised fibrinogen. 

13. The use of ^ native fibrinogen binding protein or parts thereof fi"om staphylococd to 
block the adherence of staphylococci to surfaces with immobilised fibrinogen. 

14. The use of a protein according to claim 1 or parts thereof to block the adherence of 
staphylococci to surfaces. 

15. The use of an immobilised protein according to claim 1 or fi-agments thereof to isolate 
or detect fibrinogen in solutions. 

16. The use of a gene encoding a protein according to claim 1 or parts thereof for 
diagnostic purposes, e.g. to detect the presence of S. epidermidis and/or determine the type of 
orgaiusm present in a sample. 

17. Antibodies raised against a protein according to claim 1 or against a peptide, encoded 
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by the DNA sequence according to claim 8. 

' 18. The use of antibodies according to claim 17 for diagnostic purposes. 

19. The use of antibodies according to claim 17 for therapeutic and prophylactic purposes. 

20. The use of antibodies against the extractable fraction of staphylococci to block the 
adherence of staphylococci. 

2L The use of antibodies against the native fibrinogen binding protein fi'om staphylococci 
to block the adherence of staphylococci. 

22. The use of antibodies against a protein according to claim 1 or parts thereof to block 
the adherence of staphylococci. 

23. The use of a fibrinogen binding protein or parts thereof firom staphylococci as an 
immunogen. 

24. The use of a protein according to claim 1 or parts thereof as an immunogen:-^ 

25. Vaccine composition including a protein according to claim 1 . ^ 

26. Vaccine composition inchiding a DNA sequence according to claim 8. 

27. Method of active immunisation including the administration of a protein according to 
claim 1 to a mammal. 

28. Method of active immunisation including the administration of a DNA sequence 
according to claim 8, to a mammal. 

29. Method of passive immunisation including the administration of antibodies, raised 
against a protein according to claim 1 or against a peptide, encoded by a DNA sequence according 
to claim 8, to a mammal. 
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ABSTRACT OF THE DISCLOSURE 

A new fibrinogen binding protein or polypeptide originating from coagulase 
negative staphylococci, biotechnological methods for producing said protein or 
polypeptide having fibrinogen binding activity and a recombinant DNA molecule coding 
for said protein (or fragments thereof), and micro-organisms (including viruses) 
containing this recombinant DNA molecule. The present invention further comprises 
the therapeutic and diagnostic use of said protein and/or DNA, e.g., a diagnostic kit for 
determining the presence and/or type of coagulase negative staphylococci and a 
vaccine composition, comprising said protein or DNA. 
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Fig. 2 
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Fig. 3 
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Fig. 4 
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Fig. 6 



TAC ATTGAAATAGTCAAAGAAAAGSASTTTTTATGATTAATAAAAAAAATAATTTACTAA- 6 0 



CTAAAAAGAAACCTATAGCAAATAAATCCAATAAATATGCAATTAGAAAATTCACAGTAG- 1 2 0 
TKKKPIANKSNKYAIRKFTV -29 



GTACAGCGTCTATTGTAATAGGTGCAACATTATTGTTTGGTTTAGGTCATAATGAGGCC A- 180 
GTASIVIGATLLFGL.GHNEA-49 

->A 

AAGCCGAGGAGAATTCAGTACAAGACGTTAAAGATTCGAATACGGATGATGAATTATCAG-2 4 0 
KAEENSVQDVKDSWTDDELS -69 



ACAGCAATGATCAGTCTAGTGATGAAGAAAAGAATGATGTGATCAATAATAATCAGTCAA-300 
DSNDQSSDEEKNDVINNNQS -89 



TAAACACCGACGATAATAACCAAATAATTAAAAAAGAAGAAACGAATAACTACGATGGCA-360 
INTDDNNQIIKKEETNNYDG -109 



TAGAAAAACGCTCAGAAGATAGAACAGAGTCAACAACAAATGTAGATGAAAACGAAGCAA-420 
lEKRSEDRTESTTNVDENEA -129 



CATTTTTACAAAAGACCCCTCAAGATAATACTCATCTTACAGAAGAAGAGGTAAAAGAAT-4 8 0 
TFLQKTPQDNTHLTESEVKE -149 



CCTCATCAGTCGAATCCTCAAATTCATCAATTGATACTGCCCAACAACCATCTCACACAA-5 4 0 
SSSVE SSNSSIDTAQQPSHT -169 



CAATAAATAGAGAAGAATCTGTTCAAACAAGTGATAATGTAGAAGATTCACACGTATCAG- 6 0 0 
•TINREESVQTSDNVEDSHVS -189 



ATTTTGCTAACTCTAAAATAAAAGAGAGTAACACTGAATCTGGTAAAGAAGAGAATACTA- 660 
DFANSKIKESNTESGKEENT -209 



TAGAGCAACCTAATAAAGTAAAAGAAGATTCAACAACAAGTCAGCCGTCTGGCTATACAA-7 2 0 
lEQPNKVKEDSTTSQPSGYT -229 



ATATAGATGAAAAAATTTCAAATCAAGATGAGTTATTAAATTTACCAATAAATGAATATG-7 8 0 
NIDEKISNQDE.LLNLPINE Y -249 



MINKKNNLL 



-9 



SUBSTITUTE SHEET (RULE 26) 



09/147499 



WO 97/48727 PCT/SE97/01091 

8/15 
Fig. 6 continued 



ATAAGGATGATTACACGACTATACAGCAAACTGTGACAATGCAGACGACTATAAATGAGT-1740 
NKDDYTTIQQTVTMQTTINE -569 

ATACTGGTGAGTTTAGAACAGCATCCTATGATAATACAATTGCTTTCTCTACAAGTTCAG-1800 
YTGEFRTASYDNTIAFSTSS -589 

GTCAAGGACAAGGTGACTTGCCTCCTGAAAAAACTTATAAAATCGGAGATTACGTATGGG-1 8 60 
GQGQGDLPPEKTYKIGDYVW -609 

AAGATGTAGATAAAGATGGTATTCAAAATACAAATGATAATGAAAAACCGCTTAGTAATG-1 92 0 
EDVDKDGIQNTNDNEKPLSN -629 

TATTGGTAACTTTGACGTATCCTGATGGAACTTCAAAATCAGTC AGAAC AGATGAAGATG- 1980 
VLVTLTYPDGTSKSV-RTDED -649 

GGAAATATCAATTTGATGGATTGAAAAACGGATTGACTTATAAAAOT 

GKYQFDGLKNGLTYKITFET -669 

CTGAAGG ATATACGCCGACGCTTAAAC ATTCAGGAACAAATCCTGCACTAGACTCAGAAG- 2100 
PEGYTPTLKHSGTNPALDSE -689 

GTAATTCTGTATGGGTAACTATTAATGGACAAGACGATATGACGATTGATAGTGGATTTT- 2160 
GNSVWVTINGQDDMTI DSGF -709 

ATCAAACACCTAAATACAGCTTAGGGAACTATGTATGGTATGACACTAATAAAGATGGTA-2220 
YQTPKYSLGNYVWYDTNKDG -729 

TTCAAGGTGATGATGAAAAAGGAATCTCTGGAGTTAAAGTGACGTTAAAAGATGAAAACG-2 2 8 0 
IQGDDEKGI SGVKVTLKDEN -749 

GAAATATCATTAGTACAACTACAACCGATGAAAATGGAAAGTATCAATTTGATAATTTAA-2 34 0 
GNII STTTTDENGKYQFDNL -769 

ATAGTGGTAATTATATTGTTCATTTTGATAAACCTTC AGGT ATGACTCAAACAACAACAG- 2400 
NSGNYIVHFDKPSGMTQTTT -789 

ATTCTGGTGATGATGACGAACAGGATGCTGATGGGGAAGAAGTTCATGTAACAATTACTG-2460 
DSGDDDEQDADGEEVHVTIT -809 

ATCATGATGACTTTAGTATAGATAACGGATACTATGATGACGAATCGGATTCCGATAGTG-2 52 0 
DHDDFSIDNGYYDDESDSDS -829 

ACTCAGACAGCGACTCAGATTCCGATAGTGATTCAGACTCCGATAGCGACTCGGATTCAG-2580 
DSDSDSDSDSDSDSDSDSDS -849 
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AAAATAAGGCTAGACCATTATCTACAACATCTGCCCAACCATCGATTAAACGTGTAACCG- 840 
ENKARPLSTTSAQPSIKRVT -269 



TAAATCAATTAGCGGCGGAACAAGGTTCGAATGTTAACCATTTAATTAAAGTTACTGATC- 9 0 Q 
VNQLAAEQGSNVNHLIKVTD -289 



AAAGTATTACTGAAGGATATGATGATAGTGAAGGTGTTATTAAAGCACATGATGCTGAAA- 9 6J> 
QSITEGYDDSEGVIKAHDAE -309 



ACTTAATCTATGATGTAACTTTTGAAGTAGATGATAAGGTGAAATCTGGTGATACGATGA-2020 
NLIYDVTFEVDDKVKSGDTM -329 

CAGTGGATATAGATAAGAATACAGTTCCATCAOATTrTAA 

TVDIDKNTVPSDLTD'SFTIP -349 



AAATAAAAGATAATTCTGGAGAAATC ATCGCT AC AGGTACTTATGATAAC AAAAAT AAAC - 1 1 4 0 
KIKDNSGEIIATGTYDNKN'K -369 



AAATCACCTATACTTTTACAGATTATGTAGATAAGTATGAAAATATTAAAGCACACCTTA-1200 
QITYTFTDYVDKYENIKAHL -389 



AArTAACGTC ATACATTGATAAATCAAAGGTTCCAAATAATAATACCAAGTTAGATGTAG-1 2 6 0 
KLTSYIDKSKVPNNNTKLDV -409 



AATATAAAACGGCCCTTTCATCAGTAAATAAAACAATTACGGTTGAATATCAAAGACCTA- 1320 
EYKTALSSVNKTITVEYQRP -429 



ACGAAAATCGGACTGCTAACCTTCAAAGTATGTTTACAAATATAGATACGAAAAAa CATA- 1380 
NENRTANLQSMFTNIDTKNH -449 



C AGTTGAGC AAACGATTTATATTAAC CCTCTTCGTTATTC AGCC AAGGAAACAAATGTAA- 1440 
TVEQTIYINPLRYSAKETNV -469 



ATATTTCAGGGAATGGTGATGAAGGTTCAACAATTATAGAC GATAGC AC AATAATTAAAG- 1 500 
NISGNGDEGSTIIDDSTIIK -489 



TTTATAAGGTTGGAGATAATCAAAATTTACCAGATAGTAACAGAATTTATGATTACAGTG-1 560 
VYKVGDNQNLPDSNRIYDYS -509 



AATATGAAGATGTCAC AAATGATGATTATGCCCAATTAGGAAATAATAATGATGTGAATA- 1620 
EYEDVTNDDYAQLGNNNDVN -529 



TTAATTTTGGTAATATAGATTC ACCATATATTATTAAAGTTATTAGT AAATATGACCCT A- 1680 
INFGNIDSPYIIKVISKYDP -549 
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ACAGCGACTCAGATTCAGACAGCGACTCGGATTCTGATAGCGACTCGGATTCAGACAGCG-2640 
DSDSDSDSDSDSDSDSDSDS -869 

I 

ACTCAGACTCAGACAGTGATTCAGATTCAGACAGCGACTCAGATTCCGATAGTGATTCAG-2700 
DSDSDSDSDSDSDSDSDSDS -889 

ACTCAGACAGCGACTCAGATTCTGATAGTGATTCAGACTCAGACAGTGATTCAGATTCAG-2760 
DSDSDSDSDSDSDSDSDSDS -909 

ACAGCGACTCAGATTCCGATAGTGATTCAGACTCAGACAGCGACTCAGATTCCGATAGTG-2 82 0 
DSDSDSDSDSDSDSDSDSDS -929 

ATTC AGACTC AGACAGCGACTCAGATTCTGATAGTGATTCAGACTCAGACAGTGAT^ 880 
DSDSDSDSDSDSDSDSDSDS -949 

ACTCAGAC AGTGATTCAGATTCCGATAGTGATTCAGACTCCGATAGCGACTCAGACTCGG-2 940 
DSDSDSDSDSDSDSDSDSDS -969 

ATAGTGACTCAGATTCTGATAGTGATTCAGACTCCGATAGCGACTCAGACTCGGATAGTG-3000 
DSDSDSDSDSDSDSDSDSDS -989 



ACTCAGATTCTGATAGTGATTCAGACTCAGAC AGCGACTCAGATTCTGATAGTGATTCAG-3 060 
DSDSDSDSDSDSDSDSDSDS -1009 

ACTCAGTCAGTGATTCAGATTCCGATAGTGATTCAGACTCAGGCAGTGATTCGGATTCCG-3 12 0 
DSVSDSDSDSDSDSGSDSDS -1029 

ATAGTGATTC AGACTCAGACAACGACTCAGATTTAGGCAATAGCTCAGATAAGAGTACAA-3 180 
DSDSD-SD NDSDLGNSSDKST -1049 

AAGATAAATTACCTGATACAGGAGCTAATGAAGATTATGGCTCTAAAGGCACGTTACTTG-3240 
KDKLPDTGANEDYGSKGTIili -1069 



GAACTCTGTTTGCAGGTTTAGGAGCGTTATTATTAGGGAAACGTCGCAAAAATAGAAAAA-3 300 
GTLFAGLGALLLGKRRKNRK -1089 

ATAAAAATTAAAATGTTCAAATGAAATTTGTAGAAAGAAGCAGATATGAGAOriTG 60 
N K N * -^0^2 



AAAGTAGATTTAGTCCAACAAATGTAAGATGTTGATTAAAACTATAATATAACTTTC^^ 
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Fig. 6 continued 

AATGTATGATTTTTAGAGAAACATATACAACTCACAATCTGACAATGATTTAATAGAGGA-3 540 
& rrriTn A ATTTT A A ATn AATTT ATCy;TTr rTTTTTRTTn A ATTAATAAAA ATTTTTTTAT- 7 600 
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Fig. 7 
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Fig. 8 
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Serum dilution 



m Serum against GST-< FIG 
□ Pre immune serum 



SUBSTITUTE SHEET (RULE 26) 



Z3-03-98 U:OZ FRAN-STOCKHOLMS PATENTBYRA 



+46831B3I5 



T-lOg P 02/03 M77 



jcvTToRN£\r/DocKRT REF/GUSS/33405 

Declaration for Patent application and appointment of attorney 

As «. below jmincd inventor, I hereby 4eciarc that my residence, post ofUcc tuldress and citizenship are a^s suited below next to my 
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a is attached hereto, or © W4s fjicd on; 18 June 1997 us U.S. Application Number or PCT IntOTstion^I Application 

Mnmbca:: PCT/SE97/01091 

nnd (if applicable) w^ gm«indcd on; 
I hereby state th4t I have reviewed and mdexsiand the contents of the above-identified specification, including the claims, as anu^nded by say 
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